This study aim to investigate the association of breast cancer risk and prognostic factors with single nucleotide variants of the BRCA1, BRCA2, DAPK1, MMP9, TOX3, and TP53 genes in Jordanian women. Blood samples were collected from 230 Jordanian breast cancer patients for use in DNA extraction followed by genotyping and subsequent statistical analysis. We found that two single nucleotide variants (SNVs) of the BRCA2 gene, namely rs1799944 and rs766173, were significantly associated with breastfeeding status. Likewise, the rs11141901 and rs1041326 SNVs of the DAPK1 gene were linked with co-morbidity (p-value = 0.002) and family history of BC (p-value = 0.015), while the rs1045042 SNV of the same gene was associated with both allergy (p-value = 0.001) and family history of BC (p-value = 0.02). Tumor differentiation was correlated with the DAPK1 SNVs rs11141901 (p-value = 0.041) and rs1041326 (p-value = 0.005). Additionally, the rs2250889 SNV of the MMP9 gene was significantly associated with HER2 status, whereas the TP53 SNVs rs12951053 and rs1042522 were associated with age at menarche (p-value = 0.043) and breastfeeding status (p-value = 0.013), respectively. In contrast, the TP53 SNV rs2287497 was significantly linked to age at first pregnancy (p-value = 0.001), smoking (p-value = 0.041), and axillary lymph node status (p-value = 6e -4 ). No such association was found for the BRCA1 and TOX3 SNVs. The current findings suggest significant associations between certain SNVs and breast cancer risk and prognosis in Jordanian women.
Background
In recent years, the burden of disease in Jordan has shifted away from infectious illnesses and towards non-communicable diseases like cancer, the latter of which is responsible for 14% of all Jordanian deaths [1] . Cancer rates are exacerbated by the increased prevalence of risk factors for the disease as well as rising life expectancies among the Jordanian population [2] . Cancer risk factors can be broadly divided into those that are preventable, which are influenced by lifestyle and environment, and those that are unpreventable, such as age, family history, and individual genetic profiles [3] . Preventable risk factors that are notable among Jordanians are obesity and tobacco usage, each affecting nearly one-third of the population [4, 5] . Similarly, non-preventable risk factors in the form of cancer-associated genetic mutations have been identified in Jordanians [6] . Despite this, genetic counselling remains under-utilized by the majority of the population, and the high rate of consanguineous unions in Jordanian
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In 2016 the incidence of breast cancer (BC) among Arab women was (28/100,000) which is lower than the global mean (46/100,000) [9] . Among Jordanian women, (BC) is the most common type of cancer, accounting for two out of five female cancers and 12.5% of all deaths [10, 11] . In Jordan; 37.3% [12] of all female cancers are diagnosed as BC, this percentage is similar to that in morocco (34.3%), Tunisia (31.9%), Algeria (37%) [13] , Egypt (38.8%) [14] , and Lebanon (38.2%) [15] but higher than those in Libya (23.2%) and Saudi Arabia (22.4%) [13] .
Reported risk factors for BC in Jordanians include postmenopausal obesity, breast trauma, irregular menstruation, and usage of fertility drugs, oral contraceptives, or hair dyes, while protective factors involve sufficient levels of physical activity and fruit/vegetable intake [16] [17] [18] . Mutations in BC-associated genes have been investigated in Jordanian patients, and significant correlation has been found for certain single nucleotide variants (SNVs) of the BRCA1, BRCA2, DAPK1, MMP9, and TOX3 genes [19, 20] .
It is imperative that guidelines for BC treatment be tailored for the Jordanian population, as the age of BC diagnosis for Arab women, including Jordanians, occurs almost a decade earlier than their Western counterparts [21] .
Other than risk factors, prognostic factors encompassing a range of molecular subtyping and pathologic features play a major role in BC treatment outcome [22] . Molecular subtyping of BC utilizes estrogen, progesterone, and human epidermal growth factor receptor 2 (HER2) status to divide the disease into four subtypes: luminal A, luminal B, triple negative, and HER2-positive (Table 1) [23] . In Jordanian patients, the molecular subtype of BC differed depending on age, with 72% of women older than 50 and 42% of women younger than 50 having the luminal A subtype [24] . In another study of 752 Jordanian BC patients, triple negative BC was identified only in women under the age of 40, while estrogen receptor expression was documented in the majority of cases [25] . Likewise, certain pathological features such as invasiveness, nodal involvement, tumor morphology, and tumor stage have been investigated in Jordanian BC patients, with the majority of cases being invasive carcinomas and tumor stage being the only statistically significant influence on 5-year survival rates [25, 26] .
Despite the relatively high prevalence of the disease, rates of BC screening have been historically low in Jordan due to the cultural stigma surrounding cancer as well as socioeconomic inequalities [27, 28] . In order to help alleviate this problem, it is important to understand how the preventable and non-preventable BC risk factors interplay to affect the disease's prognosis. Therefore, the primary objective of this study is to determine the extent of association between certain risk and prognostic factors for BC and previously reported SNVs in the cancer-associated BRCA1, BRCA2, DAPK1, MMP9, TOX3, and TP53 genes. 
Materials and Methods

Experimental Design and Population
Blood samples (5 ml) were collected from 230 Jordanian BC patients recruited from the Jordanian Royal Medical Services Hospital in Amman, Jordan. All patients gave written informed consent prior to their participation, and this study was ethically approved by the Institutional Review Board (IRB) at Jordan University of Science and Technology.
Selection of candidate Single Nucleotide Polymorphisms (SNPs)
We selected a set of SNPs within candidate genes involved specifically in breast cancer from the PharmGKB database (http://www.pharmgkb.org) which provides an overview of significant polymorphisms involved in tumorgenesis processes. In addition, over than 60 genetic variants have been identified as predictable markers for breast cancer and the majority of them are involved in oncogenesis [29, 30] . The selected SNPs within BRCA2, DAPK1, MMP9, and TP53 genes were chosen through extensive review of a variety of sources and from reported polymorphisms associated with different types of cancers including breast cancer [19, 20, 29, 30] .
SNV Genotyping
The Wizard® Genomic DNA Purification Kit (Promega Corp., USA) was used to extract genomic DNA from the blood samples. The integrity and concentration of the extracted DNA was then confirmed by agarose gel electrophoresis and the Nano-Drop ND-1000 UV-Vis Spectrophotometer (BioDrop, UK). 20 ng/μl samples were then shipped on wet ice to the Australian Genome Research Facility's (AGRF) Melbourne node for genotyping analysis via the Sequenom MassARRAY® system (iPLEX GOLD) (Sequenom, USA). The details of SNP genotyping and the description of study cohort were summarized in early published study by AL-Eitan et al (2017) [20] .
Statistical Analysis
The χ 2 test was performed to carry out the genotype-phenotype analyses in the present study using the Statistical Package for the Social Sciences (SPSS), version 25.0 (SPSS, Inc., Chicago, IL). The odds ratio (OR) was also calculated using binary logistic regression with 95% confidence intervals (CI). P-values were considered to be significant if they were less than 0.05.
Results
Demographics of Experimental Population
74.6% of the 230 Jordanian BC patients were married with the average age (± SD) being 53.19 ± 12.777 years. 67.3% of the participants had breastfed at some point in their lives. In cross-sectional study, Khassawneh et al (2006) demonstrated that the initiation rate of breastfeeding of 88.6% which is higher than it reported in the USA for the same ages. However, it was less than breast feeding rates in other Middle Eastern countries [31] . While, the rate of exclusive breastfeeding (2013-2015) at 6 weeks among Jordanian mothers was 25.5% among, and this rate dropped to 2.1% at 6 months [32] . This decline in breastfeeding practicing among Jordanian women can be attributed to increased mothers' ages, employed mothers, and lack of breastfeeding education during pregnancy and after birth.
Likewise, the average ages of BC diagnosis and menopause were 50.90 ± 12.2 and 48.50 ± 5.3 years, respectively. Regarding co-morbidities, 36.3% of BC patients suffered from other complications such as hypertension, coronary artery disease, asthma, and diabetes mellitus. In terms of pathological BC features, 74.7% of all cases had been diagnosed with invasive ductal carcinoma compared to the 7.4% that were found to have in-situ ductal carcinoma. With regard to hormone receptor status, estrogen and progesterone receptors were found on the malignant cells of 77.5% and 68.8% of patients, respectively, while 35.4% of patients were positive for HER2 expression.
Association of BRCA1 and BRCA2 SNVs with Prognostic and Risk Factors for BC
None of the investigated BRCA1 SNVs showed any significant association with the risk factors for and pathological features of BC in Jordanian patients (Tables 3a and 3b ). In contrast, the BRCA2 SNVs rs1799944 and rs766173 were both significantly associated with breastfeeding status, having p-values of 0.041 and 0.002, respectively. However, like BRCA1, no BRCA2 SNV was found to be associated with pathological BC features in Jordanian patients (Tables  2a and 2b ). Tables 3a and 3b illustrate the relationship between certain DAPK1 and MMP9 SNVs and clinical-pathologic BC features. The DAPK1 SNV rs11141901 showed a strong association with co-morbidity (p-value = 0.002), while the rs1045042 SNV of the same gene was correlated with both allergy (p-value = 0.001) and family history of BC (p-value = 0.02). Family history of BC was also significantly associated with the DAPK1 SNV rs1041326 (p-value = 0.015). Concerning pathological features, tumor differentiation was significantly associated with the DAPK1 SNVs rs11141901 (p-value = 0.041) and rs1041326 (p-value = 0.005). For the investigated MMP9 SNVs, only rs2250889 showed an association with any clinical or pathological factor, namely HER2 status (p-value = 0.044).
Association of DAPK1 and MMP9 SNVs with Prognostic and Risk Factors for BC
Association of TOX3 and TP53 SNVs with Prognostic and Risk Factors for BC
The association between the investigated TOX3 and TP53 SNVs and certain BC features are shown in Tables 4a and 4b . The TOX3 SNV did not exhibit a significant relationship with any of the selected clinical and pathological BC features. In contrast, the TP53 SNVs rs12951053 and rs1042522 were found to be significantly associated with age at menarche (p-value = 0.043) and breastfeeding status (p-value = 0.013), respectively. Additionally, the TP53 SNV rs2287497 was linked to both age at first pregnancy (p-value = 0.001) and smoking (p-value = 0.041). The only pathological feature to be linked to any TP53 SNV was axillary lymph node status, which was significantly associated with rs2287497 (p-value = 6e -4 ).
Association of BRCA1, BRCA2, TP53, DAPK1, MMP9, and TOX3 SNVs with molecular subtype of BC
Despite the importance of molecular subtyping to BC prognosis and treatment, no association was found between these heterogenic markers and any candidate SNV in this study (Table 5) .
Discussion
Breast cancer (BC) affects two out of five Jordanian women and is responsible for one out of ten deaths in Jordan [10, 11] . Despite being a leading cause of morbidity and mortality, BC screening is not widespread among Jordanian women, and studies of the disease as it occurs in Jordanian women are not exhaustive [2, 27, 28] . The fact that BC risk and prognosis is modulated by ethnic differences demonstrates that research involving non-Jordanian women cannot simply be extrapolated to Jordanians, highlighting the need for studies involving Jordanian patients [33] . In the present study, the association of BC risk and prognosis with certain SNVs of the BRCA1, BRCA2, TP53, DAPK1, MMP9 and TOX3 genes was investigated.
Mutations within high-penetrance genes; breast cancer 1 (BRCA1) and breast cancer 2 (BRCA2) impact the underlying functions of those genes as tumor suppressor genes [34] . Moreover, BRCA1 and BRCA2 are responsible for DNA repair by homologous recombination.
However, BRCA1/2 variants distributions are vary among populations, statistics about hereditary breast cancer among the Arabs origin are very scarce. For example, a Lebanese study was reported that 5.6% of high risk BC patients carried a deleterious BRCA1/2 mutations [35] . Another study was conducted in Moroccan women diagnosed with BC claimed that 31.6% of familial BC was found to be associated with BRCA1 mutations [36] while in Egypt 60% of familial BC cases were attributed to BRCA1 mutations and approximately 26% were because of BRCA2 mutations [37] . A recent study in Jordan included 100 women diagnosed with BC reported that 20% patients had deleterious BRCA1 or BRCA2 mutations [19] . The tumor protein 53 (TP53) gene is another high-penetrance breast cancer susceptibility gene. Mutation locus (upstream and downstream) in TP53 can influence gene function. rs1042522 SNP of TP53 has been suggested that is considered as prognostic marker associated with a low tumor grade in breast cancer [38] . Another gene suggested to be involved in breast cancer is death-associated protein kinase 1 (DAPK1) which is known in its role of inducing cell death and recognized as a tumor suppressor gene. Mutations within DAPK1 gene have implicated in down regulation of DAPK1 transcription [39] .
Matrix Metallopeptidase 9 (MMP9) is a member of the Matrix Metalloproteinases (MMPs) family and considers as metastasis-associated gene. This gene is also involved in tumor growth, invasion, carcinogenesis and angiogenesis and has been found that the activity and the expression levels increase in malignant breast tumors. These make the MMP9 as a useful marker for BC prognosis [40] . While, The TOX high-mobility group box family member 3 (TOX3) is classified as low-penetrance gene that plays a crucial function in chromatin structure alteration. It has been also suggested that an amplified expression of TOX3 can lead to bone metastasis [41] .
Mutations in the BRCA1 and BRCA2 genes are perhaps the most well-known causes of hereditary BC due to their disruption of the genes' tumorsuppressing functions [34] . Among Jordanian patients with a history of BC, most screened mutations were found within exon 11 of the BRCA1 gene [42] . In another study, 20% of Jordanian BC cases possessed deleterious mutations in the BRCA1 and BRCA2 genes, and the highest mutation rate was found in triple-negative tumors [19] . Our findings show that the BRCA1 SNVs rs8176318, rs8176265 rs3737559, rs16940, and rs799905 did not have any significant association with BC risk and prognosis in Jordanians.
On the other hand, breastfeeding status was significantly associated with both the BRCA2 SNVs rs1799944 and rs766173. Like the BRCA1 and BRCA2 genes, the death-associated protein kinase 1 (DAPK1) gene possesses tumor-suppressive properties, and mutations in this gene are particular associated with triple-negative BC [43] . In a previous study, the DAPK1 SNV rs11141901 was found to be significantly linked to increased BC risk in Jordanians [20] . The findings of the current study show that the DAPK1 SNV rs1045042 is significantly associated with allergy and family history of BC, while the DAPK1 SNV rs1041326 is correlated with family history of BC and tumor differentiation. In addition, the DAPK1 SNV rs11141901 was significantly associated with both co-morbidity and tumor differentiation. On a similar note, the matrix metallopeptidase 9 (MMP9) gene has also been implicated in triple-negative BC risk and development due to its angiogenic and matrix remodeling functions [44] . It has been reported that the MMP9 SNV rs6065912 was significantly associated with increased BC risk in Jordanians [20] . In contrast, our findings show that the MMP9 SNV rs2250889 was only significantly associated with HER2 status.
Likewise, the tumor protein p53 (TP53) gene has long been known its multitude of anticancer functions and mechanisms, and mutations in this gene have been reported to increase the metabolic capacity of BC cells [45] . Our findings show that the TP53 SNVs rs12951053 and rs1042522 were significantly associated with age at menarche and breastfeeding status, respectively, while the TP53 SNV rs2287497 was linked to age at first pregnancy, smoking, and axillary lymph node status. In contrast to the TP53 gene, the TOX high mobility group box family member 3 (TOX3) gene, which is involved in calcium-dependent transcription, has only recently been implicated in BC development [46] . In Jordanians, the TOX3 SNV rs1420546 was found to be associated with increased BC risk by a prior study [26] . Contrastingly, the present study did not demonstrate significant association between the TOX3 SNV rs1420546 and any factors related to BC risk and prognosis.
Molecular subtyping of BC differentiates between high-risk and low-risk patients, improving overall prognosis and therapeutic outcome [47] . In a study of 193 Jordanian patients, the most common BC subtype was found to be luminal A [34] . In contrast, the present findings do not show any significant association between the investigated BRCA1, BRCA2, DAPK1, MMP9, TOX3, and TP53 SNVs and molecular subtype of BC. However, more research needs to be carried out regarding BC subtypes in Jordanians due to the fact that each subtype is associated with specific age-distribution patterns [48] .
Conclusively, the current findings illustrate the relationship between specific BRCA2, DAPK1, MMP9, and TP53 SNVs and BC risk and prognosis in Jordanian women. Our findings shed some light on the nature of BC as it occurs among Jordanian women and could be used in awareness and prevention initiatives. Moreover, identifying prognostic factors that can predict the risk of cancer development and progression is an urgent need in clinical practice. Determining variants involved in breast cancer patients' prognosis can also help in stratifying patients in clinical trials and lead to identifying the most effective therapy to provide patients with personalized medicine treatment. Limitations of the present study include the relatively small sample size and the lack of data related to healthy controls. Future lines of research should incorporate a larger sample cohort comprising both cases and controls to understand the association of different genes with BC risk and prognosis.
